B Binding of 'donor' B12 to serum protein was effected by adding 20 ,ul of serum to 1 ml aliquots of each of the three donor solutions above in duplicate and allowing to stand for 30 minutes at 4°C. C Free B12 was removed by adding 0.1 ml of albumincoated charcoal to each tube, mixing and rotating for 30 minutes at 4°C, then centrifuging. The supernatant contained the bound, and the charcoal the free B12. The 'free' and 'bound' portions were counted separately in a gamma scintillation counter, recording the 'free' and 'bound' counts which, summated, gave the total counts.
. Further studies have shown that one of the explanations for this discrepancy is the use of different extraction procedures to separate vitamin B12 from its binding proteins in serum, the radioisotopic method employing autoclaving atpH 2 and the microbiological method deproteination at pH 5-5.6. Appreciable amounts of vitamin B12 (as measured by the radioisotopic method) have been found in the protein precipitate which is normally discarded during the extraction procedure of the microbiological method. Furthermore, when the radioisotopic method is modified so as to use the same extraction procedure as the microbiological method, the serum vitamin B12 values are then lower and there is a much better correlation between the results obtained by the two methods. It has also been possible to modify the extraction procedure of the microbiological method so as to obtain higher serum vitamin B12 values by this method. This modification involves the incubation of diluted serum with papain, before the stage of autoclaving and protein precipitation. 
